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Introduction
Members of the Trichodoridae can cause substantial crop losses by their direct feeding on plant roots. Interest in these nematodes stems largely from the discovery that Paratrichododus pachydermus (Seinhorst, 1954) Siddiqi, 1974 transmit tobacco rattle tobravirus (Sol et al., 1960; Sol & Seinhorst, 1961) . Viruses transmitted by P. pachydermus belong to the genus Tobravirus, family Tubiviridae, which comprises Tobacco rattle virus (TRV) and Pea early-browning virus (PEBV) (Taylor and Brown, 1997) . Both viruses are of considerable economic importance in a number of agricultural crops. Since no research has been carried out in the Czech Republic to determine the presence or extent of P. pachydermus, the objective of this research was to identify P. pachydermus by morphological characters and verify morphological identification by polymerase chain reaction.
Materials and methods
The occurrence of P. pachydermus was studied in orchards (apple, apricot, peach, plum, sour cherry, and sweet cherry), vineyards, forest, strawberry and river bank was ….
examined in a survey carried out in the Czech Republic from 2003 to 2009. Specimens for the morphometric and morphological analysis from the field populations were extracted by sieving on 1 mm, 150 µm and 75µm and placing the residual on a tissue paper on a Baermann funnel from 24 -48 hours (Brown and Boag, 1988) . Nematodes were heat killed, fixed in TAF, processed in slow glycerin process and mounted in anhydrous glycerin on slides. Photomicrographs were recorded with a digital camera linked to a computer and measurements were made with the aid of imaging software (Olympus DP-soft version 3.2). Total genomic DNA was extracted according to a rapid method by Stanton et al. (1998) and DNA template was amplified by polymerase chain reaction (PCR) using species specific primer PACHYREV2 (5′-GCGTACGGGCA ATACGATAC-3′) and antisense primer UNIVERSAL (5′-CCCGTCGCTACTACCGATT-3′) (Boutsika et al., 2004) . All PCR reactions were performed on a DNA Engine PTC-1148 thermal cycler (Bio-Rad) with heated lid. The DNA was subjected to a PCR with the following specifications: first denaturation for 3 min at 95°C, 35 cycles with 45 s at 94°C, 45 s at 55°C, 45 s at 72°C and final extension at 72°C for 5 min. An aliquot (4 µl) of each amplification reaction was mixed with 1µl of 6x loading dye (Fermentas, MBI) and electrophoresed in high resolution 1.5 % agarose gel and run in TAE buffer. The bands were visualized and photographed under UV (312 nm) after syber safe (1 µg/ml) binding to the DNA fragments. A 100 base pair marker (Fermentas, MBI) was included on the gel.
Results and Discussion
A total 208 sites were surveyed and only 19 sites were found positive for the presence of P. pachydermus. The HELMINTHOLOGIA, 47, 3: 196 -198, 2010 Research Note (Fig.1) . Three ventromedian precloacal supplementary papillae (SP) are present. SP1 just anterior to cloacal opening, SP2 near anterior end of caudal alae, SP3 about two body widths anterior to SP2 (Fig.1) . Females when head killed almost straight. Reproductive system dilephic. Vaginal sclerotization small (less than 1m) and slightly separated, shape elongated-rounded. Vulva pore shaped. Orientation of vaginal sclerotized pieces oblique. Large sperm cells with sauage-shaped nucleus dispersed throughout the uterus. Morphometrics of male and females of all populations of P. pachydermus from the Czech Republic were in close agreement with the morphometrics ranges described in Decraemer (1995 Morphological identification of all populations was reliably verified by PCR using primers of ribosomal DNA from single specimens (Boutiska et al., 2004) . A single fragment of approximately 329 bp was amplified for all studied individuals (Fig. 2) . No PCR products were obtained in the negative control lacking DNA template or in the negative control containing DNA of T. pakistanensis, T. variopapillatus, T. similis and T. viruliferous.
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